Poster Abstracts • OFID 2018:5 (Suppl 1) • S591 PBMC, HZ cases had higher %FOXP3+CD25+(CD4+) Treg compared with controls (P = 0.08). Cases generally had lower responses to ex vivo VZV-restimulation (after subtraction of mock) compared with controls, including %perforin+(CD8+) CTL (P = 0.07) and %IL10+(CD4+) (P = 0.04) and %TGFb+(CD4+) Treg (P = 0.07). %FOXP3+CD25+(CD4+) Treg in unstimulated PBMC did not correlate with VZVspecific %perforin+(CD8+) or %IFNg+(CD4+) effector T cells, but the VZV-specific effector T cell percentages correlated with each other (r = 0.24, P = 0.05).
Comparison of Primers Amplifying Two Different Regions of the 16S
Background. Bacterial cultures are negative in over 13% of cases of Cardiovascular Implantable Electronic Device (CIED) Infections. Broad-range PCR and Sanger sequencing could potentially establish a microbiologic diagnosis in these patients. We aim to evaluate and compare detection and sequencing performance of primers targeting two different hypervariable regions of the 16S ribosomal RNA (rRNA) gene on sonicate fluid from extracted CIEDs.
Methods. Samples of sonicate fluid from extracted cardiac devices of patients with suspected CIED infection have been collected in our laboratory from 2012 through 2017. We selected 39 of these samples and classified them as culture-positive or culture-negative based on the results of conventional culture. ZymoBIOMICS DNA miniprep Kit was utilized for DNA extraction with modifications. Quantitative Real-Time PCR was performed on a Roche LightCycler 1.0 instrument. Annealing temperature of 65°C was used for the primers targeting the V3-V4 16S rRNA hypervariable region and 62°C for the V1-V3 primers according to previously published protocols. Samples with crossing point (Cp) of <32 or <3 Cps below the negative control were sent for bidirectional Sanger sequencing. Sequences were aligned and edited using Sequencher 5.0 software. Contiguous assemblies were queried using the NCBI BLAST database and results interpreted using CLSI guidelines. The organism identified by sequencing was compared with the results of conventional culture.
Results. Of the 39 samples, 23 were culture-positive and 16 were culture-negative. Of those 23 culture-positive, 19 were PCR-positive using both sets of primers and sequencing of these samples identified the same organism reported on conventional culture. Two out of the 23 samples were only PCR-positive using the V1-V3 primers. In the culture negative group, two specimens were PCR-positive using both sets of primers, identifying Staphylococcus aureus in both. The remaining samples were PCR-negative.
Conclusion. Our results suggest that primer set amplifying the V1-V3 region of the 16S rRNA gene leads to slightly better detection results compared with the V3-V4 primer set used. Molecular testing performed on sonicate fluid from extracted devices may identify pathogens in cases of culture-negative CIED infection.
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